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Material and Methods
Yeast-two-hybrid assays
A yeast-two-hybrid screen was performed as described in (15) , using MPK3 as DNA-binding bait, cloned in the vector pBTM116. Directed assays were performed according to (15) by cotransformation of yeast with VIP1 in pGAD425 and full-length MAPK cDNAs in pBTM116.
Plant material
A. thaliana Col-O plants were grown in single pots at 20°C at a 8h photoperiod, or on plates containing ½ MS medium (Duchefa), 1% sucrose and 0.8% agar (24°C, 16h photoperiod).
Transient expression in protoplasts
performed as described previously (16) .
Plant protein extraction
Protein extracts of Arabidopsis protoplasts and seedlings were prepared as described in (17) and (18) .
Treatment of seedlings with agrobacteria for kinase assay
12-day-old seedlings grown under sterile conditions were transferred for adaptation to ½ MS liquid medium over night. Following treatment with 10mM MgCl 2 (mock) or a suspension of A. tumefaciens GV3101 grown to OD 0.8 in LB containing 25 mg/l rifampicin, washed and resuspended in 10mM MgCl 2, the seedlings were shock-frozen in liquid nitrogen.
Expression and purification of GST fusion proteins
Escherichia coli strain BL-21 codon plus (Stratagene, La Jolla, CA) was transformed with pGEX4-T1 vector (Amersham-Pharmacia Biotech, UK) carrying the VIP1 coding sequence.
Growth of bacteria and isolation of recombinant GST-fusion proteins were performed according to (19) .
Kinase assay
MAPKs immunoprecipated from protoplasts or leaves were incubated with recombinant purified GST, GST-VIP1 or MBP. Samples were processed according to (16) .
Coimmunoprecipitation and immunoblotting
Protoplast extracts were processed according to (16) 
Plasmids and cloning
Full-length VIP1 coding sequence, was amplified by PCR and cloned as NcoI -NotI fragment into pRT100 (20) , pGex4T (Stratagene), pER8-YFP (21) . The NotI site of 
GUS activity assay
GUS activity of lysates from protoplasts and plant cell cultures was assayed as described (25) using the 1420-Multilable Counter Viktor3V (Perkin Elmer).
Cell culture-based transient expression assay
Transient Agrobacterium-mediated transformation of A. thaliana root cells was performed according to (26) . Agrobacteria strains used were the virE3-deficient strain (27) Expression from CaMV35S promoter is not affected by VIP1, VIP1_A nor by VIP1_D
GUS activity in protoplasts 16h after transfection with 35S promoter::GUS construct alone (/) or in combination with a VIP1-HA, VIP1_A-HA or VIP1_D-HA construct. n=4, SD indicated.
Expression of HA fusion proteins is visualized by immunoblotting.
Figure S4
The Trojan horse strategy in agrobacterial T-DNA transfer.
A PAMP-activated MAPK-cascade (MKK4/5 -MPK3) leads to the phosphorylation of VIP1.
The phosphorylated VIP1 is transported in a karyopherin-dependent pathway through the nuclear pore complex (NPC) into the nucleus where it triggers the regulation of defencerelated genes. Agrobacteria abuse the stress-induced nuclear import of VIP1 as a shuttle for their T-DNA complex by the interaction of VirE2 with VIP1.
